# 



PCT/CN03/006 



fiE 




ffl ^ H : 2002 08 09 
^ if 02 1 38093.7 



III #J: 




c o^ v 




2003 ^9^60 



« *J 31 # =B 



(a) tt^R*^tirtt#*ftftK (mRNA) ess war 
mmm<£, ^%w^m^B.m <pcr> aofttth 

JfcA*P3»A£ — + mRN A; -tfepT^lsJ^^^'f^ls]- 
DNA K"l«IS3iJ&*«0ltt^&, IS — ft^rfe: #^RI 

* M #J mRN A ffl & ft jp: PCR (RT-PCR) $J ^ 5R £1 2 * h DNA 
(cDNA) jg, fflR#JttrtiBil#5l««3Sa-K:fl[WJta. ffl 
5&#1£3tBCS& (adapter) ^*g3£^, ^|WJ^^^ mRNA i£ 
W^lfJlft adapter; ttff«£XAJftlfte3l4fe 
W«^^*J^^Ir!*^W mRNA , cDNA, 

cdna) ®^\®&} s^m=f-%.%m®M^fm 

«5£3l*&-5 mRNA&£, #$iJ$;Sg-fcl cDNA, *®£3l$f 5' 
g#fiE£T#r*fS fcJB^W^fc:® 4 *PR#J 



b 



«ftM*!7g;S!SS DNA, K+-«(4i^f M3 d 1 t, 

"• i^S2S^r* attsStt ^^* g * DNA 

***Wtt**f. ef]JI*iHfi«« U ( Tm4 ) 
^iW^^Kffi ( PPi > fif^g. 

•as**!***. aA****!**^****^**. 

S^S^^*** 5 '' 1 ®^*^-^*^^***® CdNTP), 

I*f S2 dNTP * ddNTP 

• ^^f^*** 8 w *M«B*»«tfc««-*f«, 

s»*ta*» pcr sstw ppi, am® arm »amm\ 
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\% m # 



SEESAW, A££B&tt-$H&BP«F3fcJfc r,J1 . SB&itftJlft 
4Fr. BPTilfcSB*!^:/^ mRNA ft^^^S: mRNA ffjfig 
fflc fttttk&gBttftj**! mRNAM*i£i:tt^ia*£**i 
B*fc*to#0rB*8rJ»*l DNA ##rfl«j£3?«JH, fcHfiflc 

^^•^^•r Northern £pi&?£ 14] > RT-PCR m i5 K Mfrf£ l6 ' 7i > 
ftrnW^*^ (microarray) 4$. 

Northern Ep5£$fc*g&M;#&, + 

RT-PCR $£S5fc# mRNA DNA , ffl^r^B 

dna >H" is: » uffi&ft&M&m&^MMmm^ZL 



i!j^^Silii±M^fJj^ cDNA ffif itg^lS 

iiifW^S. (Body Mapping V*) #136 

^^i&MMfrffite (Serial Analysis of Gene Expression, ft) 

# sage &)„ ^m^^mm^-m, m-^^m&mMWix 
&}®m&, wft%mm'&ftwMfcmfeT'$ki& (bead) ^® 

DNA ^^Zl^^, ^iJJnA^W&MPltt^ DNA A 
*D B (iB^7 Liker-A #1 Liker-B), ^^^fflllS 

rt-afi* («5ts*) to&wfc- 9~i2 >h*Kia«*tt^-s. s-ia 
tf&Affl^jwsHWJEttWHM^. s^ns Moults 

Linker-A*n B Mm^ttMOr, #/l£&Ife&&. JpA^! 
m A (Linker A + WS1!^) #1^1^ B (Linker-B 4»WSP^) 

PCRfU, PCR j^ + ^WM-t^H^tt^ie. ff 

ffl±i*rt«i»# pcr j e *y>)wmi&^^ 4 -t-w^tttt-ejpw 
cdna^-s, m&mmft?zm, ^^jer^-s-w 10-50 >h« 

cDNA Wflsfll, fSI^liJi^I^:, JL 
-f^S) cDNA, ^^«b# ! a4'W mRNAji^$t^^ cDNA 
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n, iznrmmmfe 10-30 +m&i*m, asm? snp^w 
^ i,2] o i*8:&m&te&, Rmmtih, atflMME. 

ft«»*-£»tofEJBT, jD*jDpAS#W dNTP, 

#/itAltt#-l3$ DNA «t«^jE#&ia. #^i±5^^^»fi<J 
PPi; PPi ^.-mmm^mm^m (ATP sulfurylase) 
ftmT&ik*=.mmm : & (ATP), gjftjfffll (luciferase) fltt 
tt^JlT, ATP ^Af^i (luciferin) &J&£ft, pjffift 

(pmt) (ccd) ii. &^ytm 

PPi to»6fclEbb, m\ckUmtn\M dNTP#3$#H& 

^Sfififfi RT^^IG DNA to#?»J „ • 

8c. 

(a) tt^£#to<l&&$g&lB ( mRNA ) ffiiS^W^T 

ftteiEB. ^mm&, tt$jm'kmm&& cpcr) to£5#h 

"^I^J^MW mRNA" ^H^|f)~-^i^# 
JSAS — St «fto mRNA; tiZPT^lHj^-^^^tolD— 

^ratott*«<»ajw*T^ B ^to*i&. 

ii, {B£*Bi^#^fn$:@ tottaiJ9ftLAto9i4b. ft— jf+sito 

"mm^Mjj&faiz" &ftmm*k&&to dna # 
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mRNAffi &*t ft PCR (RT-PCR) &« ABM* ^NA (cDNA) 

15^ (adapter) *W**W mRNA igW^RfK] 

adapter; * = fcflftf 

cDNA) W*J». ttS^Hfett 5'»fflfE»liHW^ra**; 

mRNA cDNA, S.'tttttt 

jil^fg-^SfeffiPOo ^^^^ 
*^BJM^7iPi^ffl^th^^#^|0]^ mRNA *AmW 

ft, ^ffl^«i*^*r- Jfe*ttiGK <fr 

9 1 ft#»8MW£*3ffl. 

S 3 ft DNAfiE»ttttll*^*B- 

m 4 ftSJS3R*fe^*ffl - 

a 5 ft^i»»^fej*a(ffiw^^H*«*H* J **Wffl 

#£iii3:*r$5fc* = i*ffl/fc« (i) cDNA «#**nto 

iR- (2) cDNA, PCRttr«l&#; 

cDNA, WX*#ti PCR^tk^Jr^o tfilft 

ft* ■pT^ma— ^r*i < i >* mRNA cDNA s » 
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rear*. «> »BS*«*^»**»***1^ A J 

pgr r*. o> » s-« »»«*;*J2 
S*iil* cdna pc R r« 

«, i? I l*i * ts 5t tt » ft n 4> ffl T E »J * H * * * w » * • 

*««S!i*Tfflia*Htrt««»*«'* l J cDNAtf&JS^ DNA 

«aifT*W. *<P mRNA Gibico TR120LLS- 

1 cDNA#ftfKlfcl«- <*•**« cDNAff B D n £9J1W*> 
JK 1 ug*«S-A i£*«-B W mRNA #&. »A 0.5 pg 
0 ngo(dT),,„ . 5.5 pi H 2 C, cDNA *- 

tlkW (Gibico Super Script™ Prea^pUflcaUon System 
for First Strand cDNA Synthesis). 4 OtTft* \«»»*' 

" m U'WIOmMdNTPs. a^Wlpltt 

200 U/|U S»*»). * 42-CT«® 50min, 70 CT 
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ft, 70nlH 2 O, l,UlmMdNTPs«£tt. 50U I. 10U 

ft 10«CT«« 2hr, fcjB^ 701CT** 15min, 

«l±3fc#J*»tt cDNA#« 150 JPA lOfcRWttW 
■&J H M>o imwm 200 raM Tris-HCi ( P H8.5), 100 mM MgCl^, 
10 mM DDT jfP 1000 mM KC1 ) 20 pi. VlMM^K 30 pi. £ 
150 Kilo JpA60UWRlMttrt«*Arf&oI. &37'CffJ^ 

2.DNA3£BS3§lftftJ& _ 

*#|* , ffcffl DNA 3tR«*E»J^^I*«W*H*JS 

ft H Sfcgc-t&^fcfcE Mbol R«ttfctt*ft»tt cDNA tTJ 
B»if2:4B3tt. fcffl 3 + . "V" SL DNAfiK** 2 *» 

^gcS, jf^ij^ -gate", ymmmfoo 

^ glj ffi DN A iS K # - A *J -B * W ftl * H * * A * IV B . 

•Stf]fKlK3l]£*ft*i "a" to 5'*»#> & £ J¥ *B R » 

ftp.l*IE«-Att V«, &J*7lJ*: 
P-l : 5'-ccc cac ttct tgtt etc teat cagg cgc ate act cg-3' 

$ P-2?if3tti2l-B ft "a" «£, gPf?'J2j: 
P-2: 5'-cac etc teat ttct ccc tgtt gacg ogc ate act cg-y 

P-3: 5'-gatccg agt gat gcg ct aag-3' 

ft*«AWIIl»cDNA»«[f, JqA lOpmol WP-1W 
P-3. B Mil A? cDNAfcffc + inA 10 pmol M P-2 W P- 

3o pH7.6 ft Tris-HCl, 6.5 mM MgCl 2 , 0.5 mM ATP, 

0 5 mM DDTfP2.5%3RZ.«-U-W-800, #70'Ctfj£#T, & 



3 PCRr« cDNAK«es»««-sx*^ a<, f5»^,* 

Sb n cdna jjskssj 

5I2o. 50 mM KC, 0.2 mM dNTPs «. 1.25 U. D«A » J 
BS PCRRfi*#»: 94X; 30s, 58 C lm.n, 72 C 30s, K 

ifcit C streptavidin ) « JS flK ** 

Tris-HCl, P H7.5, 0.5 mM EDTA, 1.0 M N.C1. »* ±JJ 

(5mMTris-HCl ( P H7.5), 0.5 mM EDTA SUM 
N.C1> • A?PBfiDNA ♦ 

*j*JMi DNA#« <»« 3 ***** 25 

mM M g "«5mMTrisC P H7.7) 

M MP-l * MP-2, 94°C iP«S 2min jg S ' * ' 
5 ul* AM 50- 100 ul W PPi ■ A dG , TP 

/dCTpf * ddOTP * "CTP. 
fiffi. tPAdOTP«JW#*^«*«**« * 

JP A dCTP WJJf B W * H ***' , 

PPi »]«#*M-&*a.*J*J> 0.1 M Tris-HAc (pH 7.7), 

2 mM EDTA, 10 mM Mg(Ac) 2 , MKS« <BSA>. ImM 
-K»*»(DTT), 3 ^ S--»«<b««»«(APS). 0 4mg/ml 
XZ.»tt*ttll (PVP), 0.4 mM »*«. 200 mU/ml 
*»*«***. 2U/ml 1U 

5. 



mzt^m^ftzmmwi't cintp s dNTP ± 
^fm^— TJi^jat , dNTP m ddNTP wtmitmu&i'wm, 

#1 (CCD). 

6. $g£@$ 

£K 4 JftS/SW^^^ 3 . #8'J#PA dGTP *P dCTP f M 
-t- dNTP ttftiSift PPi *3t*F*«^«EinX + |llI 

#SJ& dGTP dCTP Jfcfc&ft±;£rffl&lt«i)q 

-t- * 3S * 0 #J ffi *t * i£ * o 

Sc^JfiW 1 W^Srte, A*D*« B tf) mRNA, # 

ttAKfis cdna, mjsmw.^mm Mob i tut-y, h^am^ 
ftmtt&*M a m b &ti dna se#, j3j£&B*i£&#/5, 

##JT 96-?l^J^tS4'^4f--t-?L4 l > i)PA 1 — 5|xl 
±Jfe**ffc» PCRtTitWJS*,' * Mill A MP- U MP-2*n*S 
i^^l-SS GSP SlfcfatrrJf GSP 5'^ffl£ 
**^t(t. 1 ttraW2fft#J4r*ttDNA. &Jg&96 

?L^ltt# — ^'ML^nA/l-tlJWifift MP-i jfp MP-2 

ffi.%®^ft%}n<t&mi&] dNTP^q&^o 

%mii;tf)--m5 dNTP m ddNTP wimmm, nmwi& 

& dNTP ijpft*#ASjs?ft + , ^ffi^wf^fflT. dNTP m 
d<mTP mx s. font* mif&\&.&, ppi£^f$ 



mtifc&WL&ikm CATP sulfurylase) ffy m T &tt> H 

rnmrn^- <atp), atp -^^^^^^Tt^^^ffi^tH^Tfeo 

ffl*^^*!! (CCD) Jt^EfeffiiW (PMT) SfcftfelZlK 

4f dATP * ATP fi«J#§M&, ^rtJ^/^PM 
^tfc, S^PJffl dATP ft^WKl dATPasftH, <g«!l&jS;£ 
ii^Po ^M&lf dATPo 

S@^ii*0t, ##J3EP-1 Si P-2 "cag" ft "gac" 5fe 

3S^iJ 0 H^ft^WW^PA "g'\ "c" ft "t" Hit dNTP ^ilj 

^rwaajraA*^ dNTP mfr&ML&Rfam&.=>ft^m 
UMiSiM. EbT^^Bj^ffl^i ppi «ueteA*«# 

&tJ*E»#'£, tt£ DNA iS'ge^^^fi]^^ (PCR rifll* 

(1) cgat; (2) gcat; (3) agct; 

(4) gact: (5) cagt; (6) acgt; 

1^ dATP *hfi<J=*|' dNTP jraAJKJ?'^: dTTP, dGTP> 
dCTP, dTTPftdGTP, MPA7&, *S IS I'J J£ SI if * 6 >h ifc$ 

urn, *^^a*siH**tt*ix?i- 

it. 



HteJtft. mm& 100 ^^^m^^awaistt*. 

SEft-S-W 100 tAD^iWiiifiliip^&J^lfi 

SSffl^iSI, ttfflJs&ftffi^tttt&B. 
Jltft> SJtteKWfc 100 ^h#^, WaMsMfcflt—lfc, #"J.3M 

mfeu^ft&^¥®mm%xkmiti£m&: <n b pcr 
tt«FWfl>*«#ift'i : 'Wfli* cdna aatr *tt"«r«i <2) it 

Pg-^mRNA^^, ^BWia^T cDNA cDNA HI — #r$| 

*MgW£-/a.3i*w s'JBwwjpttSiiaEffWffl^Eai* cdna 

J*fll##J*£ili01 1 4» P-l IP P-2 MKT 23 

DC), cDNA^/fc^M. ftg UNA^^U^^M, PCR 

E8!l#3fe$l£fafi£Jf ?iJ^#(N&li#iJ 1 ^tfj MP-l Si MP-2) 

£m#<j 5, ppi ummfem^TfimA^mmM^wmM 

m (apyrase) R*fi<j3£B*J£**| jfcfcfc: 

8CjtaA — ft^TH&fPljll dNTP *P ATP MM "HfllKtt^Wft 

H>h^|^3feiRfl«I*H*jiatrf » #PA#J dNTP ^jHft'Fl^tfJ 
dNTP, ffiS^j^^tft, BPSin^-# dNTP B*. 

Bin a ft dNTP &tomw&Mi %th&&mm 

ATPft«WjfiH?PM¥. B:fcfi!A3S:ft*$£«J£ ATP 
itt^'M®^, ^jpA^-ft dNTP I^MIt dNTP W, 
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